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REMARKS 

In response to the Restriction Requirement mailed June 30, 2006, Applicant provisionally 
elects, with traverse, the claims in Group I (claims 1-13 and 36), directed to a method for the 
directional subcloning of DNA fragments, which method includes providing a first vector 
comprising a first selectable marker gene and a DNA sequence of interest, which DNA sequence 
of interest is flanked by at least two restriction enzyme sites, wherein at least one of the flanking 
restriction enzyme sites is a site for a first restriction enzyme which has infrequent restriction 
sites in cDNAs or open reading frames from at least one species and generates complementary 
single-strand DNA overhangs, wherein at least one of the flanking restriction enzyme sites is for 
a second restriction enzyme which has infrequent restriction sites in cDNAs or open reading 
frames from at least one species and generates ends that are not complementary to the overhangs 
generated by the first restriction enzyme, wherein digestion of the first vector with the first 
restriction enzyme and the second restriction enzyme site generates a first linear DNA fragment 
which lacks the first selectable marker gene but comprises the DNA sequence of interest; 
providing a second vector comprising a second selectable marker gene which is distinguishable 
from the first selectable marker gene and non-essential DNA sequences, optionally including a 
counterselectable gene, which non-essential sequences are flanked by at least two restriction 
enzymes sites, wherein at least one of the flanking restriction enzyme sites in the second vector is 
for a third restriction enzyme which generates complementary single-strand DNA overhangs that 
are complementary to the single-strand DNA overhang generated by the first restriction enzyme 
in the first linear DNA fragment, wherein at least one of the flanking restriction sites in the 
second vector is for a fourth restriction enzyme which generates ends that are not complementary 
to the ends generated by the first or third restriction enzyme but can be ligated to the ends 
generated by the second restriction enzyme, and wherein digestion of the second vector with the 
third restriction enzyme and the fourth restriction enzyme generates a second linear DNA 
fragment which lacks non-essential DNA sequences but comprises the second selectable marker, 
which second linear DNA fragment is flanked by ends which permit the oriented joining of the 
first linear DNA fragment to the second linear DNA fragment; and combining the first and 
second vectors, the first vector and the second linear DNA fragment, or the second vector and the 
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first linear DNA fragment in a suitable buffer with one or more restriction enzymes and 
optionally DNA ligase under conditions effective to result in digestion and optionally ligation to 
yield a mixture optionally comprising a third vector comprising the first and second linear DNA 
molecules which are joined in an oriented manner. Reconsideration and withdrawal of the 
Restriction Requirement, in view of the remarks herein, is respectfully requested. 

The Restriction Requirement is traversed on the basis that the claimed inventions are 
closely related. That is, claims directed to a method for the directional subcloning of DNA 
fragments which includes: providing a first vector comprising a first selectable marker gene and a 
DNA sequence of interest, which DNA sequence of interest is flanked by at least two restriction 
enzyme sites, wherein at least one of the flanking restriction enzyme sites is a site for a first 
restriction enzyme which has infrequent restriction sites in cDNAs or open reading frames from 
at least one species and generates complementary single-strand DNA overhangs , wherein at least 
one of the flanking restriction enzyme sites is for a second restriction enzyme which has 
infrequent restriction sites in cDNAs or open reading frames from at least one species and 
generates ends that are not complementary to the overhangs generated by the first restriction 
enzyme , wherein digestion of the first vector with the first restriction enzyme and the second 
restriction enzyme site generates a first linear DNA fragment which lacks the first selectable 
marker gene but comprises the DNA sequence of interest; providing a second vector comprising 
a second selectable marker gene which is distinguishable from the first selectable marker gene 
and non-essential DNA sequences, optionally including a counterselectable gene, which non- 
essential sequences are flanked by at least two restriction enzymes sites, wherein at least one of 
the flanking restriction enzyme sites in the second vector is for a third restriction enzyme which 
generates complementary single-strand DNA overhangs that are complementary to the single- 
strand DNA overhang generated by the first restriction enzyme in the first linear DNA fragment, 
wherein at least one of the flanking restriction sites in the second vector is for a fourth restriction 
enzyme which generates ends that are not complementary to the ends generated by the first or 
third restriction enzyme but can be li gated to the ends generated by the second restriction 
enzyme , and wherein digestion of the second vector with the third restriction enzyme and the 
fourth restriction enzyme generates a second linear DNA fragment which lacks non-essential 
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DNA sequences but comprises the second selectable marker, which second linear DNA fragment 
is flanked by ends which permit the oriented joining of the first linear DNA fragment to the 
second linear DNA fragment; and combining the first and second vectors, the first vector and the 
second linear DNA fragment, or the second vector and the first linear DNA fragment in a suitable 
buffer with one or more restriction enzymes and optionally DNA ligase under conditions 
effective to result in digestion and optionally ligation to yield a mixture optionally comprising a 
third vector comprising the first and second linear DNA molecules which are joined in an 
oriented manner (claims 1-13 and 36; Group I) are clearly related to claims directed to a method 
for producing a vector suitable for expression of an amino acid sequence of interest, which 
includes combining at least two vectors in a suitable buffer with one or more restriction enzymes 
and optionally DNA ligase under conditions effective to result in digestion and optionally 
ligation to yield a mixture optionally comprising a third vector, wherein a first vector comprises a 
first selectable marker gene and a DNA sequence of interest, which DNA sequence of interest is 
flanked by at least two restriction enzyme sites, wherein at least one of the flanking restriction 
enzyme sites is a site for a first restriction enzyme which has infrequent restriction sites in 
cDNAs or open reading frames from at least one species and generates complementary single- 
strand DNA overhangs , wherein at least one of the flanking restriction enzyme sites is for a 
second restriction enzyme which has infrequent restriction sites in cDNAs or open reading 
frames from at least one species and generates ends that are not complementary to the overhangs 
generated by the first restriction enzyme , wherein digestion of the first vector generates a first 
linear DNA fragment which lacks the first selectable marker gene but comprises the DNA 
sequence of interest, wherein a second vector comprises a second selectable marker gene which 
is distinguishable from the first selectable marker gene and non-essential DNA sequences, 
optionally including a counterselectable gene, which non-essential DNA sequences are flanked 
by at least two restriction enzymes sites, wherein at least one of the flanking restriction enzyme 
sites in the second vector is for a third restriction enzyme which generates single-strand DNA 
overhangs which are complementary to the single-strand DNA overhangs generated by the first 
restriction enzyme , wherein at least one of the flanking restriction sites in the second vector is for 
a fourth restriction enzyme that which generates ends that are not complementary to the ends 
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generated by the first or third restriction enzyme but can be ligated to the ends generated by the 
second restriction enzyme , and wherein digestion of the second vector with the third and fourth 
restriction enzymes generates a second linear DNA fragment which lacks the non-essential DNA 
sequences but comprises the second selectable marker gene, wherein the second linear DNA 
fragment is flanked by ends which permit the oriented joining of the first linear DNA fragment to 
the second linear DNA fragment (claims 28-36; Group IV). Thus, the methods assigned to 
Group I employ vectors employed by the methods assigned to Group IV. 

The Restriction Requirement is also traversed on the basis that Restriction Requirements 
are optional in all cases. M.P.E.P § 803. If the search and examination of at least a portion of an 
entire application can be made without serious burden, the Examiner must examine it on the 
merits, even though it arguably may include claims to distinct or independent inventions. 
M.P.E.P. § 803. Moreover, it is submitted that Applicants should not be required to incur the 
additional costs associated with the filing of multiple divisional applications in order to obtain 
protection for the claimed subject matter. Due to the relatedness of the subject matter of at least 
the claims in Group I and Group IV, as discussed above, those Groups can be efficiently and 
effectively searched in a single search with no additional burden placed on the Examiner. In 
particular, as the claims in Group I and Group IV are in the same class (class 435) and subclass 
(subclass 91.52) for search purposes, those Groups can be efficiently and effectively searched in 
a single search with no additional burden placed on the Examiner. 

Thus, the Restriction Requirement is properly traversed. Accordingly, reconsideration 
and withdrawal of the Restriction Requirement is respectfully requested. 
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CONCLUSION 

Applicant respectfully submits that the claims are in condition for allowance, and 
notification to that effect is earnestly requested. The Examiner is invited to telephone 
Applicant's attorney at (612) 373-6959 to facilitate prosecution of this application. 

If necessary, please charge any additional fees or credit overpayment to Deposit Account 
No. 19-0743. 

Respectfully submitted, 
MICHAEL R. SLATER ET AL. 
By their Representatives, 
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